Background: Several studies from the US and Europe have shown a population-level decline in serum testosterone in men from 1970's to early 2000's. However, to the best of our knowledge, no study examining population-level decline in testosterone has been published in more recent years. The study objective was therefore to examine secular trends in testosterone levels among Israeli men in the first and second decades of the twenty-first century, Methods: All incident total testosterone performed between1/2006 and 3/2019 among 102,334 male members of a large health organization. Results: A significant (p < 0.001) and prominent trend of age-independent decline in the testosterone levels was recorded during the study period for most age groups.
Background
Testosterone plays a major role in male reproductive function, including stimulating Sertoli cell function and spermatogenesis, as well as affecting non-reproductive organs such as muscle growth, stimulating bone mineralization, erythropoiesis, and cognitive function [1] [2] [3] .
Several studies from the US [4, 5] and Nordic countries [6, 7] have shown a significant decline in serum testosterone among men from 1970s to early 2000s. However, to the best of our knowledge, no such data were published after 2004. Changes in lifestyle and health indices have been associated with declining testosterone, free testosterone, and SHBG levels, including body weight gain [5] and smoking cessation [5, 8] . Since the decline in testosterone levels seem to be affected by modifiable risk factors, the objectives of the current study were to assess long term trends over recent decades in total testosterone lab results using data from a stable, population-based cohort of male members of a large state-mandated health provider in Israel.
Methods
This cross sectional study was conducted in Maccabi Healthcare Services (MHS), the second largest health organization maintenance in Israel, serving 25% of the total population countrywide (2.3 million members). According to the 1994 Israel National Health Act, MHS may not bar applicants on any grounds, including age or state of health. Thus, all sectors of the Israeli population are represented in MHS, except for young adults aged 18-21, since a high percentage of them are enlisted in the Israeli Defense Forces (IDF), and receive medical care there. Membership retention rate in MHS is very high (less than 1% is leaving the organization annually) allowing for a long retrospective follow-up with a minimal lost to follow-up.
Testosterone tests
We pulled data on all the blood test measures of total testosterone (Current Procedural Terminology, 4th Edition code 84002) performed on men aged 13-80 between the years 1/2006-3/2019. Included in the analysis were only the first blood sample taken from each patient ever since 2000. We additionally filtered the data such that all included samples have the same lab norms (8.4-28.7 nanomole/liter), to ensure that all the samples were measured using the same lab methods (all the blood tests in Maccabi are analyzed at a single central lab).
Statistical methods
The study protocol has been approved by the Maccabi Healthcare Service's institutional review board. Differences in age-specific mean BMI between decades were compared using η 2 , a measure of effect size using analysis of variance (ANOVA). To test the significance of the year as a contributing factor to the testosterone level beyond age we fit a quadratic model for the age and a linear model for the measurement year (testosterone level = 1 + age + age 2 + age 3 + age 4 + year, the quadratic model was used for age due to the strictly non-linear behavior of testosterone as a function of age in the range 13-80). All analyses were conducted using IBM-SPSS ver. 25, MATLAB, and R (R: A language and environment for statistical computing. R Foundation for Statistical Computing, Vienna, Austria. 2018).
Results
The final analysis was performed on a total of 102,334 eligible patients (mean age 45.6, SD = 17.3, Table 1 ). No meaningful differences in BMI (η 2 = 0.001) or in exact age (η 2 = 0.004) between study periods were observed. Age-specific testosterone levels over the observation period are depicted in Fig. 1a . At age 21, at testosterone peak level, levels declined from 19.68 in 2006-9 to 17.76 in 2016-19. Fig. 1b presents the full distribution of agespecific testosterone values by time period (estimated using kernel density estimation). Both show a prominent trend of age-independent decline in the testosterone levels for most age groups. The results were highly significant (p − value < 0.001). In addition, to account for the imperfect polynomial fit we fit a linear model (testosterone level = 1 + age + year) separately for the ages range 13-22,23-35 and 36-80 where the behavior of the testosterone level as a function of age is approximately linear, with similarly significant results (p − value < 0.001).
Discussion
In a large population of Israeli patients referred for a testosterone blood test during the first and second decades of the twenty-first century, there was a highly significant age-independent decline in total testosterone. The decline was unlikely to be explained by increasing rates of obesity. These results are in accordance with previous studies which showed a secular decline in testosterone serum levels in earlier years (1970's to 2000's) in other countries ( Table 2) . In this analysis we did not adjust for BMI, as this is unclear whether BMI is a potential mediator or confounder since BMI has not been established as a sole explaining parameter in previous studies on longitudinal trends of testosterone. Analysis performed on the research population with available data on BMI showed little variation (< 1 kg/m 2 ) in the mean age-specific BMI between study periods, with no discernible trend (data not shown). We therefore suggest that the observed testosterone decline is not likely to be explained by obesity trends.
Other comorbid conditions which have be associated with low serum testosterone, include heart failure, osteoporosis, dyslipidemia, and type 2 diabetes [11] . While the prevalence of these chronic diseases has been increasing over recent decades, it is unlikely to explain increased rate of hypogonadism across all age groups as indicated by our results. Vitamin D deficiency has also been linked to low total testosterone; In light of data demonstrating a marked decrease in serum 25(OH) D levels in the US [12] , this potentially important etiology should be further explored. In two of the previous observational reports [2, 4] adjustment to body mass index (BMI) led to a nullification of the period-related changes in testosterone. However, in the other two observational reports [1, 3] the age-specific testosterone decline remained significant after adjustment to BMI. Additionally, an US longitudinal study [13] of 991 men have shown that a between the years 1982-2002 testosterone decreased more than expected by aging. Decline was evident also in men who did not gain weight during the study. Thus, it cannot be concluded based on previous studies that the secular testosterone decline can be explained by a concurrent secular increase in body weight.
All the patients observed in this study were referred to a testosterone blood test by a physician while the indication for the referral was not available in study. While this is an obvious limitation of the study, particularly of its external validity, there is no reason to believe it affect internal validity, as the indications for the test have not been changed through the observation period. However, there still may be a concern that the observed trend can be explained by a growth in the size of the subpopulation of referred patients that end up having a below-norm level of testosterone in the serum, i.e. that the trend is due to a growth in the number of patients with a discernible problem rather than a decline of testosterone levels in the general healthy population. In order to address this concern, we repeated the analysis only for the samples which were within the normal range with similar results (data not shown).
It should also be noted regarding the external validity that the particularly large sample size in this study leads us to believe that in spite the aforementioned limitation the results can still be reasonably generalized to the general population, especially as most patients referred to this test eventually are not diagnosed with a discernible medical problem affecting the level of testosterone in the serum. Moreover, the age-specific levels of circulating testosterone are comparable with previous reports, including a study on 58,162 consecutive results in men from a single large pathology laboratory in Australia [14] .
Conclusions
The results of this large real-world data analysis corroborate previous scattered reports that mean testosterone for men in developed countries is decreasing, which is unlikely to be explained by increasing rates of obesity. The biological mechanisms of this disquieting secular trend should be further examined. 
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